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This is the peer reviewed version of the following article: High throughput multiplex real time PCR assay for the simultaneous quantification of DNA and RNA viruses infecting cassava plants, which has been published in final form at http://dx.doi.org/10.1111/jam.13043 . This article may be used for non-commercial purposes in accordance with Wiley Terms and Conditions for Self-Archiving 7 A two-step multiplex qPCR protocol exploiting the TaqMan chemistry was used for quantitative assay of CBSV, UCBSV, ACMV, EACMV as well as its variant EACMV-Ug. Complementary DNA (cDNA) was synthesized from RNA extracts using Improm II TM Reverse transcription kit (Promega, Southampton, UK) following manufacturer's instructions. A nucleic acid template consisting for each sample of 2 µl of cDNA mixed with 1.5 µl of 10X dilution of nucleic acid extraction was prepared prior to the PCR. Reactions were carried out in a mix made from 2X
Express qPCR supermix universal (Life Technologies, Paisely UK), and EACMV, ACMV, CBSV and UCBSV-specific primers and probes, at quantities indicated in The multiplex qPCR was tested for sensitivity and specificity of detection for each intended target. Sensitivity experiment was carried out using 10X serial dilution standards generated from purified amplicons of each target obtained from conventional PCR. The PCR products were purified using reSource PCR purification kit (Source BioScience LifeSciences, Nottingham UK). Supporting Information:
Figure_4_SuppInfo.gif: Figure S1 . Amplification plot from multiplex qPCR assay of 10 times serial dilutions of a. EACMV b. ACMV c. CBSV and d. UCBSV templates. 
